A PCR fragment corresponding to the whole Dicer-2 cDNA sequence was amplified from Dicer-2 full-length pOT2-cDNA clone (derived from SD11113 clone) using the primers indicated in OLIGO LIST. Dicer-2 was cloned into the pENTR/D-TOPO Gateway entry vector using the pENTR directional TOPO cloning kit (Invitrogen) for N-terminal fusion. pFRT/TO/FLAG/HA-DEST DICER vector (Addgene) was used as starting template to generate by recombination pDONOR-ZEO-hDicer.
PCR (See OLIGO LIST) and cloned into pIRES vector (cat# 631605 Clontech).
pFlag-HA-R2d2 and pFLAg-HA-Ago2 have been generated as for pFlag-HA-Dicer2 and only used for transient transfection experiments.
Fly maintenance and infection conditions
Flies were fed on standard cornmeal-agar medium at 25 C. All fly lines were tested for Wolbachia infection and cured whenever necessary. Infections were performed with 3-to 5-days old adult flies by intrathoracic injection (Nanoject II apparatus;
Drummond Scientific) with viral particles. Sindbis viral stock was prepared in 10 mM Tris-HCl, pH 7.5 [SINV 5x10 8 PFU/ml]. Injection of the same volume (4.6 nL) of 10 mM Tris-HCl, pH 7.5, was used as a control. Infected flies were then incubated at 25°C, and monitored daily for survival, or frozen for RNA isolation and virus titration at 5 days post infection (dpi).
Viral stocks, cell culture and virus infection
TE3'2J infectious clone containing SINV genomic sequence was linearized with XhoI and used as a substrate for in vitro transcription using mMESSAGE mMACHINE capped RNA transcription kit (Ambion) following the manufacturer's instructions.
Sindbis viral stock was prepared in BHK21 hamster kidney cells and titrated by plaque assay. HEK293 cells were maintained in Dulbecco's modified Eagle medium (DMEM, Gibco) supplemented with 10% fetal bovine serum (FBS, Clontech) in a humidified atmosphere of 5% CO2 at 37°C. Cells were infected with SINV at MOI 0.01 (except when indicated differently) and samples were collected at different time points as indicated in the figure legends.
RNA Extraction and Real-Time PCR analysis
For the human samples, total RNA was isolated using TRI-Reagent (Ambion, All the primers used are listed in the OLIGO LIST.
Statistical analysis
An unpaired two-tailed Student t-test was used for statistical analysis of data with GraphPad Prism (GraphPad Software). The p-values < 0.05 were considered statistically significant. Survival curves were plotted and analyzed by log-rank test using GraphPad Prism (GraphPad Software).
RNAi-mediated protein depletion
SiRNA transfection was performed using the reverse transfection method. Briefly, siRNAs (100 nM, final concentration) were incubated with lipofectamine 2000 (Invitrogen) as described by the manufacturer. Transfection mix was incubated to the cells in suspension. Two days later, transfected cells were infected with SINV MOI 0.01. Sixteen hours post-infection, cells were lysed for RNA analysis. SiRNAs used were ON-TARGET plus Smart Pool siRNAs (Dharmacon) targeting human RNaseL (L-005032-01), PKR (L-003527-00), RIG-I (L-012511-00), MDA5 (L-013041-00), hDicer (L-003483-00) and a siRNA control (D-001810-10). For the detection of the IFNβ and IL8 mRNA induction, cells were transfected with either poly I:C (20µg/mL) using with lipofectamine 2000 (Invitrogen) as described by the manufacturer or treated with Flagellin (100ng/mL; Flagellin from S. typhimurium, InvivoGen) or IL-1β (10ng/mL; Recombinant human interleukin-1beta, InvivoGen).
Western-blot and immunostaining analysis
Cells were lysed 6 hours and total RNA was extracted and retrotranscribed as mentioned above. 
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